protein sequences are color coded from white to dark-blue by sequence identity. Secondary structure elements are boxed. Green circles indicate the positions equivalent to the hydrophobic patch in Ub (L8, I44 abd V70). The conservation score and solvent accessible surface areas (SASA) were calculated with the ConSurf server and ASA-View using the structures determined in this study and PDB-ID: 1UBQ for Ub. The red dashed line for the conservation score indicates the cut-off used for color-coding the protein surfaces in Fig. 2d and Supplementary Fig. 2c . Red, blue, green and gray bars and letters in the SASA plots indicate negatively charged, positively charged, hydrophilic, and hydrophobic residues, respectively.
The following database entries were used for the sequence alignment: AAD52982.1 (human), XP_003829773.1 (bonobo), XP_004043579.1 (gorilla), XP_002816657.1 (orang utan)_ XP_527322.2 (schimpanzee), XP_003272054.1 (gibbon), XP_012515562.1 (sifaka), denaturing lysis buffer, renatured in RIPA buffer and subjected to immunoprecipitation using EZview Red Anti-FLAG-M2 Affinity Gel. Proteins were separated on 12.5% Laemmli gels.
The conjugation of wildtype as well as of mutated FAT10 to its substrates was analyzed by western blotting using an antibody reactive against FLAG. β-actin was used as loading control. Inter-residue 1835
Long-range (|i -j| ≥ 5) 673
Hydrogen bonds 82
Total dihedral angle restraints 136
Structure statistics
Violations (mean and s. *<SA> refers to the ensemble of the 10 structures with the lowest energy out of 250 calculated. Distance constraints were derived from NOE peak intensities using CARA/XEasy 2 and then introduced as unambiguous distances in ARIA 3 . Only unambiguous distance constraints were used. **Pairwise r.m.s. deviation was calculated among 10 refined structures for residues 87-160. 
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